In this study we sought to extend our initial findings by looking for y6 cells in tissue samples from patients with newly diagnosed untreated sarcoidosis.
Methods

SUBJECTS AND CONTROLS
Samples were obtained from 23 patients (13 women) of mean age 31 years with newly diagnosed sarcoidosis who were on no treatment at the time of diagnosis or within the previous year (table 1). The diagnosis was established using previously described criteria and all but two patients had non-caseating granulomas in the biopsy samples.'8 These two patients presented with erythema nodosum and hilar lymphadenopathy which resolved spontaneously and both had a BAL lymphocytosis with negative screen for tuberculosis. Eight patients were smokers and all were Mantoux negative, 22 of the 23 having previously received BCG vaccination. The median BAL lymphocyte percentage was 31% (range 4-60) and 14 patients had an absolute blood lymphopenia (<1.5 cells/,l). II; three stage III. BAL samples were available for study from 13 patients, transbronchial biopsy specimens from 14, and mediastinal lymph nodes from five. Normal controls included patients undergoing bronchoscopy for cough or minor haemoptysis in whom the chest radiograph was normal and no bronchoscopic abnormality was present (n = 6), and patients undergoing thoracotomy for lung cancer in whom tissue for study was taken away from the affected area (n = 6). Patients with other interstitial lung diseases (ILD) were used as further controls (n = 13) ( For light microscopy BAL cytopreparations were stained with Diffquick and histological specimens were fixed in formalin and stained with haematoxylin and eosin. For immunohistochemistry all slides were fixed with methanol/alcohol and thoroughly dried prior to incubation with monoclonal antibodies. '9 Briefly, the alkaline phosphatase-antialkaline phosphatase (APAAP) technique (Dako) was used; the slides were incubated with 20% AB serum for 20 minutes before adding the primary antibody for 30 minutes, washed and then incubated with the secondary antibody (alkaline phosphatase rabbit anti-mouse) for 30 minutes. After washing again the slides were incubated with APAAP for 30 minutes, washed, and steps 2 and 3 repeated to amplify the reaction prior to staining with the substrate (levamisole/fast red). The slides were then counterstained with Mayer's haematoxylin (blue) and mounted in glycerol/gelatin.
DATA ANALYSIS
A minimum of 300 cells was counted for each BAL cytopreparation and the mean number of positively staining cells expressed as a percentage of the total cells in the BAL fluid. A minimum of three high power fields (magnification x 400) was examined for each cryostat section. All slides were examined by two observers blinded to the clinical diagnosis. The coefficient of variation for inter-observer and intra-observer observations was less than 15%. Because of the small size of the biopsy specimens and the low number of positively staining cells, a grid was not routinely applied. For 
TRANSBRONCHIAL BIOPSY SPECIMENS
The patients with sarcoidosis had scant numbers of y6 cells in the biopsy specimens regardless of whether or not granulomas were present. There was no significant difference in the percentage ofy6/CD3 positive cells between the three groups (table 3) .
MEDIASTINAL LYMPH NODES
In all five lymph nodes numerous granulomas were seen with more than 100 CD3 positive cells/hpf. y6 cells were rarely seen and constituted less than l/hpf and, even as a derived percentage of CD3 positive cells, less than 1%.
Discussion
We have shown in this study that 20 We examined the specimens of BAL fluid using cytopreparations and APAAP staining in order to minimise the confounding effects of autofluorescence of the alveolar macrophages during fluorescence activated cell sorter (FAGS) analysis. Our initial studies used FAGS exclusively to assess staining of BAL fluid and, although the results were similar to those obtained with the APAAP method, there was considerable variability. Adhering the macrophages out has been suggested as a way to reduce the problem of autofluorescence in BAL samples, but y6 cells themselves can be ad- 
